S. erythraea NRRL-B-24071, S. erythraea ΔAT6hyg R and S. erythraea AT6* were used for fermentation.
Cultivation of E. coli strains was performed using standard techniques (Sambrook, 2001) . S. erythraea strains were grown on ABB13 (Fitzgerald, et al., 1998) , SY (Wu, et al., 2000) or LB plates and cultivated in tryptone soy broth (TSB) (Kieser, 2000) and SM3 (Ranganathan, et al., 1999) as fermentation medium. For selection of E. colitransformants and S. erythraeatransconjugants the following antibiotics were used: Apramycin (50 or 25 μg/mL respectively), Hygromycin (50 μg/mL) and Phosphomycin (100 μg/mL).
II.2 Fermentation experiments with Saccharopolyspora erythraea
1. General procedure Cultivation of S. erythraea was carried out in the 24-well plate system Duetz (Duetz, et al., 2000) . Precultures were cultivated for 48 h in 2 mL TSB at 30°C/180 rpm in an orbital shaker with 5 cm deflection. The 3 mL main culture in SM3 medium was inoculated with 1/20 pre-culture and cultivated for 5 days at 30°C/180 rpm. 4 clones of each mutant were used. The S. erythraea wild type was cultivated as control.
Feeding of SNAC-activated compound to the DEBS3 Variants
For feeding experiments, the main culture was supplemented with 10-50 mM of either ethyl-, allyl-, (iso-)propyl-, butyl-, hexyl-or phenylmalonyl-SNAC. As control, propargylmalonyl-SNAC was also fed in a concentration of 10 mM.
Analysis of fermentation products
For characterization via LC-ESI-MS the fermentation broth was extracted with 2 volumes of ethyl acetate overnight at 19°C. The solvent phase was evaporated and the residue re-dissolved in 0.5 mL methanol. 5 μL were used for analysis.
LC-ESI-MS for routine analysis were measured using an Agilent 1100 series binary pump together with a C18 (CC12514 Nucleor C18 Gravity coloumn (3 μm particle size; Macherey-Nagel Germany) column coupled to a Finnigan LTQ linear ion trap (Thermo Electron Corporation, Dreieich, Germany).
A flow rate of 500 µl/min was used with a linear gradient starting with 80% Solvent A / 20% Solvent B for one minute and increasing to 0% Solvent A / 100% Solvent B in 10 min. After that the column was
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washed with 0% Solvent A / 100% solvent B for 5 min and re-equilibrated to starting conditions for additional 5 min (solvent A water containing 0.1% formic acid, solvent B acetonitril containing 0.1% formic acid). For the determination of accurate mass-to-charge ratios the bacterial extracts were analyzed by HPLC coupled to high resolution mass spectrometry. The separations were carried out on an Accela HPLC-System (consisting of a pump, autosampler, column oven and a PDA detector) coupled online to an Orbitrap mass spectrometer equipped with a LTQ XL linear ion trap (Thermo Electron Corporation, Dreieich, Germany) using the standard electrospray ionization source. All solvents were LC-MS grade (Chromasolv, Sigma-Aldrich, Munich, Germany). 3 µl of each sample were injected (T = 10 °C) onto a Hypersil GOLD column (1.9 µm particle size, 50 mm length, 1 mm ID, 30 °C column temperature, Thermo Electron Corporation, Dreieich, Germany) using a flow rate of 500 µl/min and a linear gradient starting with 80 % solvent A / 20 % solvent B for one minute and increasing to 0 % solvent A / 100 % solvent B in 8.5 min. Afterwards the column was washed with 0 % solvent A / 100 % solvent B for 5 min and re-equilibrated to starting conditions for additional 5 min (solvent A: water containing 0.1 % formic acid, solvent B: acetonitrile containing 0.1 % formic acid).
For mass spectrometric detection the electrospray ionization was carried out in positive ionization mode using a source voltage of 3.8 kV. The capillary voltage was set to 41 V, the capillary temperature to 275 °C, and the tube lens voltage to 140 V. Spectra were acquired in full scan centroid mode with a mass-to-charge range from 100 to 2000. The resolution in the Orbitrap was set to 60,000, the FTMS full AGC target to 500,000 and for internal calibration a lock mass of 391.2843 (diisooctyl phthalate) was used.
Fragmentation for LC-ESI-MS/MS analysis was accomplished via collision induced dissociation (CID).
The following masses were fragmented: spectrometer and calibrated using residual undeuterated solvent as an internal reference.
High-resolution mass spectra were recorded at LTQ Orbitrap with Accela HPLC-System (column Hypersil Gold, length 50 mm, inside diameter 1 mm, particle size 1.9 μm, ionization method: Electrospray Ionization). Products were characterized by NMR ( 1 H, 13 C) and HRMS. 
